Hypertension is a cardiovascular disease that severely impairs human health; however, its specific etiology and pathogenesis are complex. The present study investigated the effects of the calcium sensing receptor (caSr) on vascular tone in spontaneously hypertensive rats (SHRs), and clarified the role and mechanism of caSr in regulating this property with respect to the phospholipase c (Plc)-inositol 1,4,5-triphosphate (iP 3 )/adenylate cyclase-V(ac-V)/cyclic adenosine monophosphate (caMP)/renin-angiotensin system (raS) pathway in these animals. caSr protein expression in the mesenteric artery (Ma) of rats and CaSR protein expression in SHRs were significantly reduced. Based on wire myography studies, vasoconstriction was significantly augmented and vasodilatation was attenuated in SHrs, and this effect was endothelium-independent. The caSr calcimimetic nPSr568 and inhibitor nPS2143 reduced vasoconstriction and enhanced vasodilation in SHrs. Furthermore, pretreatment with Plc-iP 3 /ac-V/caMP/raS pathway blockers significantly reduced the vasoconstriction response and enhanced the vasodilator response in SHrs and Wistar-Kyoto rats (WKY), and these effects were partially dependent on the endothelium. additionally, pretreatment with caSr inhibitors were determined to cooperate with the Plc-iP 3 /AC-V/cAMP/RAS pathway inhibitors to significantly reduce vasoconstriction and enhance vasodilation in SHrs and WKY. our results demonstrated that caSr is functionally expressed in the Ma of SHrs, and that caSr expression is decreased in SHrs. additionally, vasoconstriction was enhanced while vasodilatation was attenuated in SHrs; these processes were determined to be endothelium-independent. caSr is involved in the regulation of blood pressure and vascular tension in SHrs and WKYs. in association with mechanistic differences, this effect was proposed to be partially endothelium-dependent and mediated by the Plc-iP 3 /ac-V/caMP/raS pathway.
Introduction
More than 1.5 billion people worldwide are affected by hypertension, yet its etiology and pathogenic mechanisms remain unclear (1, 2) . among these patients, those with essential hypertension (eH) account for 90-95% of the total hypertensive patient population (3) . eH is a polygenic genetic disease mediated by interactions between genetic and environmental factors, and is a risk factor for the development of various cardiovascular and cerebrovascular diseases (such as myocardial infarction, atherosclerosis and cerebral apoplexy) (4) . The key component of eH morbidity is the blood vessels (5) , and the direct etiological factor comprises an increase in peripheral vascular resistance, which leads to endothelial dysfunction in the heart, brain, kidney, and surrounding blood vessels (5) .
it has been reported that low levels of dietary ca 2+ represent a significant risk factor for hypertension, whereas the intake of appropriate amounts of ca 2+ effectively lowers blood pressure (BP), as well as the incidence and mortality of cardiovascular disease (6, 7) . This has been confirmed by animal studies (8) . calcium sensing receptor (caSr) is the receptor for extracellular ca 2+ , and a member of the c subfamily of the G protein coupled receptor (GPcr) family. in 1993, Brown et al (9) first cloned CaSR from the bovine parathyroid gland. caSr is mainly distributed in the parathyroid gland, bone, kidney, intestines and other tissue cells (such as hepatocytes, vascular endothelial cells and vascular smooth muscle cells (VSMcs) related to calcium transfer and calcium homeostasis regulation, and it plays a key role in maintaining calcium homeostasis (10, 11) . When the extracellular calcium concentration ([ca 2+ ] o ) rises, caSr is activated. With Gαq as a mediator, caSr increases the levels of inositol 1,4,5-triphosphate (iP 3 ) and diphosphoglycerate through phospholipase c (Plc), inducing an increase in the intercellular calcium concentration ([ca 2+ ] i ) and inhibiting parathyrin (9, 12) . Subsequently, [ca 2+ ] o is restored to normal levels (13) .
in research on the pathogenesis of hypertension, the renin-angiotensin system (raS) is important, and it is the most important regulatory factor in vivo. Renin is the first rate-limiting enzyme of the raS, and cyclic adenosine monophosphate (caMP) functions as a key effector in this system (14) . existing research shows that [ca 2+ ] o and [ca 2+ ] i are inversely proportional to renin secretion by the juxtaglomerular apparatus (15) . Furthermore, the mechanism associated with this is related to the increase in [ca 2+ ] o through increasing [ca 2+ ] i and/or the activity of calmodulin (caM), and inhibiting adenylate cyclase-V (ac-V) so that caMP production is decreased; it is also related to the inhibition of renin release (16, 17) . in freshly isolated and primary cultured granulocytes of the glomerulus, caSr is activated, and the ryanodine receptor is also activated via the G protein-Plc-iP 3 pathway, which causes an increase in [ca 2+ ] i , the suppression of adenylyl cyclase V (ac-V) activity, reductions in caMP, and the inhibition of renin release (12) . our previous research shows that caSr participates in the occurrence and development of eH. The increase in BP was found to be related to the low expression of caSr (18) . in addition, BP-mediated regulation of CaSR was identified via activation of the caMP-raS pathway (18) .
in recent years, with extensive research on caSr, its prominent effect on the cardiovascular system has caused this protein to receive extensive attention. of note, caSr is also expressed in the vasculature. Smajilovic and Tfelt-Hansen (19) reported a rise in [ca 2+ ] o through the activation of caSr. The mechanism of BP reduction was also found to be linked to the inhibition of raS activation and consequent vasodilatation. Thus, the changes in [ca 2+ ] o concentration and activity of caSr have a direct effect on angiotasis and thus influences the BP directly (19) . cow (20) revealed that increasing [ca 2+ ] o and other caSr calcimimetics (such as neomycin, Mg 2+ ) can mediate the vasodilatation or exhibit two-way regulatory effect on the mesenteric artery (Ma), coronary artery, renal artery and cerebral artery; the mechanism underlying this phenomenon does not rely on the vascular endothelium (21) , the production of nitric oxide (no) via caSr activation and/or the effect of endothelium-derived hyperpolarizing factor, and the peripheral and central nervous systems (22) (23) (24) (25) . The regulation of angiotasis and BP by caSr are consequences of the involvement of polymolecular and multiple mechanisms (19) (20) (21) (22) (23) (24) (25) ; however, the specific regulatory mechanism is yet to be determined. In addition, whether raS participates in the regulation of caSr during angiotasis requires further investigation.
Based on the results of previous experiments and the relationship between ca 2+ , raS, and caSr, we proposed the following research hypotheses: in spontaneously hypertensive rats (SHrs), caSr expression is reduced or functional defects lead to a decrease in [ca 2+ ] i mediated by the Plc-iP 3 pathway, the amelioration of the inhibitory effect on ac-V, increases in caMP, the promotion of renin release, and vasoconstriction mediated via the raS pathway, which are involved in the occurrence and development of hypertension. Thus, the present study aimed to examine the effects of caSr on the vascular reactivity in hypertensive rats. This mechanism was illustrated with respect to the Plc-iP 3 /ac-V/caMP/raS pathway, and may provide further insight into the prevention of hypertension and the effects of novel therapeutic agents.
Materials and methods
Animals. in total, 216 male Wistar-Kyoto rats (WKY) and SHrs (age, 12 weeks; weight, 200-300 g) were obtained from Vital river laboratory animal Science and Technology co, ltd. in Beijing (license no. ScXK2012-0001), and housed in a controlled environment with 48±2% humidity at 22±2˚C under a 12 h light/dark cycle. The SHr and WKY were divided into different groups (n=6/group), and provided ad libitum access to food and water. The animal study was approved by the institutional animal research committee of Shihezi Medical university (license no. 2015-041-01), and all animals received humane care in compliance with the Guide for the care and use of laboratory animals published by the national institutes of Health (26) .
Chemicals and reagents. Phenylephrine (Pe; Sigma-aldrich;
Merck KGaa), sodium nitroprusside (SnP; Sigma-aldrich; Merck KGaa), indomethacin (cyclooxygenase 2 inhibitor; Sigma-aldrich; Merck KGaa), edTa (Sigma-aldrich; Merck KGaa), dimethyl sulfoxide (dMSo; Sigma-aldrich; Merck KGaa), acetylcholine (ach; apexbio corporation), Mdl12330a (ac-V inhibitor, apexbio corporation). nPS2143 (caSr inhibitor, r&d Systems, inc.), nPSr568 (caSr agonist, r&d Systems, inc.). n G -nitro-l-arginine methyl ester (l-naMe, noS inhibitor; Selleck chemicals), u73122 (Plc inhibitor, Selleck chemicals), 2-aminoethoxydiphenyl borate (2-aPB, iP 3 inhibitor; Selleck chemicals), captopril (caP, angiotensin-converting enzyme inhibitor, Selleck chemicals), losartan [loS, angiotensin ii receptor type 1 (aT1r) inhibitor, Selleck chemicals]. all of the other chemicals were of reagent grade. indomethacin, l-naMe, nPS2143, nPSr568, u73122, 2-aPB, Mdl12330a, caP and loS were dissolved in dMSo to prepare stock solutions (10 -1 mol/l), with the use of double distilled water prepared into the corresponding working fluid. The other agents were prepared in double distilled water. Studies have shown no notable effects on the tension development of isolated arteries with concentrations of dMSo<0.2% (27) (28) (29) .
Blood pressure measurement. Before the experiment, the BP was measured via the tail cuff method, which included warming the whole animal body in the absence of anaesthesia (BP-96a-l, Softron) (30) . Measurements were taken every day for a week, at the same time of day and at a controlled temperature of 30˚C. after the rats had acclimated to the environment, the systolic blood pressure (SBP), diastolic blood pressure (dBP) and mean arterial pressure (MaP) were measured [MaP = (SBP+2 x dBP)/3]. The measurements were repeated three times, and the average of the three measurements was calculated.
Western blot analysis. The rats were sacrificed via decapitation under anesthesia with 3% sodium pentobarbital (50 mg/kg, intraperitoneal injection). The Ma was harvested and then lysed. it was then homogenized in riPa lysis buffer (Beijing Solarbio Science & Technology co., ltd.) supplemented with PMSF (100:1) and centrifuged at 14,000 x g for 15 min at 4˚C. The supernatants were collected and the protein concentration was determined using the bicinchoninic acid method. electrophoresis was performed using 15 µg of samples and 10% SdS-PaGe gels, followed by transfer of the proteins to 0.45 mm Sequi Blot polyvinylidene fluoride membranes. After they were incubated with 5% non-fat milk, the membranes were then incubated overnight at 4˚C with primary antibodies against CaSR (1:1,000; abcam; cat. no. WH0000846M1) and β-actin (1:1,000; Wuhan Boster Biological Technology, ltd; cat. no. a0760-41M). After washing, the membranes were incubated with fluorescence-labelled goat anti-mouse or anti-rabbit igGs (1:20,000; Wuhan Boster Biological Technology, ltd; cat. no. ab2891) for ~2 h at room temperature. Finally, the protein was visualized using an enhanced chemiluminescence system (Pierce; Thermo Fisher Scientific, Inc). The intensities of the protein bands were quantified using Bio-Rad Quantity One 4.6.2 software (Bio-Rad laboratories, inc), and the levels of the protein detected were normalized to that of β-actin. (31, 32) . Following sacrifice, the gastrointestinal tract with the mesenteric arcade attached was excised rapidly from rats and steeped in a physiological saline solution (PSS; 119 mmol/l nacl, 4.69 mmol/l Kcl, 1.17 mmol/l MgSo 4 ·7H 2 o, 1.18 mmol/l KH 2 Po 4 , 2.5 mmol/l cacl 2 , 25 mmol/l naHco 3 , 0.026 mmol/l edTa and 5.5 mmol/l glucose, which was bubbled with 95% o 2 and 5% co 2 , resulting in a pH of 7.4 at 4˚C) (33) . Second-order small mesenteric arteries (<400 µm internal diameter) were dissected and cleaned of adhering fat and connective tissues (34) . They were then cut into 2-3 mm blood vessels; tissues were fixed within 45 min of sacrifice.
Preparation of isolated artery rings
Pressure myograph techniques for detecting blood vessel diameter. The blood vessel segment was placed in a perfusion chamber filled with PSS, connected to a glass microelectrode (diameter: ~50-100 µm), and fixed to prevent air leakage. The perfusion chamber was moved to the microscope stage, with the magnification set as 10 (objective) x10 (eyepiece). during the incubation of the blood vessels, the water bath was continuously permeated with mixed gas (95% o 2 and 5% co 2 ) and the temperature was maintained at 37˚C. The pressure was increased, and the initial parameter settings were: P1 (20 mmHg), P2 (5 mmHg), and a duration of 3 min. after that, the P2 pressure was increased to 20 mmHg, and the duration was increased to 5 min. Then, the pressure was increased by 10 mmHg for 5 min each time until it stabilized to 60 mmHg. The vascular segments were incubated for 1 h in a PSS solution maintained at 60 mmHg, 37˚C, and pH 7.4, and the PSS fluid was changed every 20 min during the incubation period. The vascular segment was normalized after the equilibration (35) , and the potassium physiological saline solution (KPSS, a depolarizing stimulus) fluid was used to detect the activity of the blood vessels. The KPSS contained: 123.70 mmol/l Kcl, 1.17 mmol/l MgSo 4 ·7H 2 o, 1.18 mmol/l KH 2 Po 4 , 2.5 mmol/l cacl 2 , naHco 2 25 mmol/l naHco 2 , 0.026 mmol/l edTa, and 5.5 mmol/l glucose. a vascular contraction amplitude greater than the diameter of 1/3 was observed, and contraction after reaching the maximum or smooth platform with ach (10 -5 mol/l) diastolic blood vessels was achieved. The relaxation rate was >60-80% with the endothelium-intact, and the vascular activity was good, which could be used in the experiment or discarded.
For denuded endothelium, the vascular tissue was rotated once around the tip of the microelectrode of the glass, or the gas was injected into the vessel segment slowly (36) . indomethacin (10 -5 mol/l) and l-naMe (10 -4 mol/l) were pre-incubated for 20 min at 37˚C (37) , and persisted throughout the experiment. Providing that ach induced the relaxation of blood vessels by <5% (38, 39) , it was considered that the endothelium was denuded. The experiment commenced after the specimens were rinsed three times with PSS. The PSS solution in the water bath was controlled at 5 ml and using a micropipette, 10 -7 , 10 -6 , 10 -5 , 10 -4 , 10 -3 or 10 -2 mol/l Pe (GPcr-mediated), ach (endothelium-dependent vasodilator) and SnP (endothelium-independent vasodilator), were respectively added. after the vascular response reached a maximum or stable state, a higher concentration was added. The final concentration was 10 -9 -10 -4 mol/l, and the effect of the drug on the blood vessel diameter was observed. The effects of inhibitors (nPS2143, 10 -5 mol/l; u73122, 10 -5 mol/l; 2-aPB, 10 -4 mol/l; Mdl12330a, 10 -5 mol/l; caP, 10 -4 mol/l; loS, 10 -4 mol/l) on the blood vessel diameter were observed. The inhibitors were pre-incubated for 20 min at 37˚C, and the inhibitors persisted throughout the experiment (caSr agonist and an inhibitor group given calcium-free PSS and KPSS). Then, different concentrations of Pe, ach, and SnP (10 -9 -10 -4 mol/l) were cumulatively added to observe the effects of the drug on the blood vessel diameter. Myoview software (110P; danish Myo Technology a/S) was used to control the intravascular pressure and to record the experimental data.
The vascular diameter change (d) was calculated by the following formula: d (µm)=dp-dx, where dp is the diameter of the vascular segment of the PSS fluid when it is stable, Dx is the diameter after vasoconstriction following the administration of different concentrations of the drug, dp' is the diameter of vasodilation after the administration of different concentrations of drugs, and dx' is the blood vessel diameter after pre-contraction. Vasoconstriction rate (%)=(dp-dx)/dx x100%. Vasodilation rate (%)=(dp'-dx')/dx' x100%.
Statistical analysis. The experimental data are expressed as the mean ± standard deviation. For comparisons between the The data are expressed as the mean ± standard deviation (n=6). 12-week-old SHr groups vs. the age-matched WKY groups, ** P<0.01. WKY, Wistar Kyoto rat; SHrs, spontaneously hypertensive rat; SBP, systolic blood pressure; dBP, diastolic blood pressure; MaP, mean arterial pressure. two groups, a Student's t-test or the rank sum test was used. Between multiple sample means, one-way analysis of variance followed dunnett's post-hoc test or variance for non-parametric tests was used. The analysis was performed with SPSS 19.0 software, in which a bilateral P<0.05 was considered to indicate a statistically significant difference. GraphPad Prism 5.0 was used calculate the inhibitory concentration to exhibit 50% of the maximum contraction and diastolic effect (ic 50 ) and the maximum contraction or diastolic amplitude (e max ) values as non-linear regression curve fits.
Results

BP of
SHRs is significantly higher than that of the WKY group. The arterial BP of the rats was measured by the tail cuff method. The results showed that the BP values (SBP, DBP and MAP) of the SHR group were significantly higher than those of WKY group of the same age (P<0.01; Fig. 1 ).
CaSR protein expression in the MA of the WKY and SHR.
Western blotting was used to analyze the expression of the caSr protein in the Ma of the rats. The results showed that the caSr protein was expressed in the Ma of the WKY and SHr. compared with that of the WKY group, caSr total protein expression in the SHR group was significantly reduced (P<0.05; Fig. 2 ).
Effects of various drugs on vascular tension of the MA of isolated rats
Vasoconstriction of the SHR group was higher, while vasodilation was lower than that of the WKY group, which were endothelium-independent effects. Pe-induced contraction and ach/SnP-induced vasodilation in the Ma of the rats were measured by the pressure myograph technique. The results showed that: Pe induced vasoconstriction of the rat Ma in a dose-dependent manner ( in the endothelium-denuded group, Pe induced vasoconstriction (Table i; NPS2143 and NPSR568 reduce vasoconstriction, and promote vasodilation in MA, which is partially endothelium-dependent. The effects of the nPS2143 and nPSr568 on the vascular tone in rats were investigated. The results showed that: nPS2143 (10 -8 -10 -5 mol/l) caused contraction of the rat Ma (Fig. 4a ). When the concentration of nPS2143 was 10 -5 mol/l, a significant contraction amplitude of the Ma in rats was observed (P<0.01); the contraction amplitude of the WKY group was markedly greater than that of the SHr group (P>0.05). nPSr568 (10 -8 -10 -5 mol/l) induced vasodilation of the Ma in the SHr group in a dose-dependent manner (Fig. 4B ), and the diastolic amplitude of the endothelium-intact group was significantly greater than that of the endothelium-denuded group (P<0.01). different concentrations of nPSr568 were pre-incubated for 20 min with Ma samples to study the effect of Pe, ach, and SnP on vascular tone ( Fig. 4c-F ). For the endothelium-intact group, when the concentration of nPSr568 was 10 -5 mol/l, PE-induced contractions were significantly inhibited (P<0.01), and the vasodilatory amplitude was the most significantly increased (P<0.01; Fig. 4B ). after the endothelium was denuded, a similar vascular reactivity was exhibited.
NPS2143 reduces vasoconstriction and enhances vasodilation in MA, which is partly endothelium-dependent. The effects of nPS2143 on the contraction and vasodilation of the Ma in rats was investigated. The results showed that after pre-incubation of Ma with nPS2143 (10 -5 mol/l) for 20 min, Pe-induced vasoconstriction of the rat Ma occurred in a dose-dependent manner ( Fig. 5d-F) . SnP induced vasodilation in the rat Ma in a dose-dependent manner (Table i; Fig. 5J-l) . The inhibitory effect of nPS2143 on the Pe-induced WKY was greater than that of the SHr (e max values: 41.53±1.34 vs. 50.64±0.76%, respectively; P<0.05; n=6). The ic 50 values were 0.60±0.06 and -0.03±0.05, respectively. The maximal contraction response of Pe + nPS2143 denuded WKY was greater than that of the endothelium-intact group (e max values: 41.53±1.34 vs. 11.67±0.75%, respectively; P<0.05; n=6). The ic 50 values were 0.60±0.06 and 0.02±0.14, respectively. The maximum contraction response of Pe + nPS2143 denuded SHr was significantly greater than that of the endothelial-intact group (e max values: 50.64±0.76 vs. 35 .25±1.28%, respectively; P<0.01; n=6). The ic 50 values were -0.03±0.05 and 0.46±0.05, respectively. after the nPS2143 treatment, the SnP-induced increase in the vasodilation in the SHr was greater than that in the WKY (e max values: 41 
PLC-IP 3 /AC-V/cAMP/RAS pathway inhibitors reduce vasoconstriction and increase vasodilation in the MA, which
is partially endothelium-dependent. The effect of inhibitors on the vasoconstriction and vasodilation of the Ma in rats was investigated in which Plc-iP 3 /ac-V/caMP/raS pathway inhibitors were separately administered. after the Ma was pre-incubated for 20 min, Pe induced vasoconstriction in the rat Ma in a dose-dependent manner (Table ii; Fig. 6a and B) . ach concentration-dependently induced vasodilation in the rat Ma (Table ii; Fig. 6e and F) . compared with the Pe group, the vasoconstriction amplitude in response to the inhibitors showed an overall weakening trend; the contraction amplitude with 10 -5 mol/l Pe was notably weakened. Therefore, a subsequent vasodilation function test was performed in which Pe (10 -3 mol/l) was selected to pre-constrict blood vessels. u73122, 2-aPB, Mdl12330a, caP and loS acted on the blood vessels. compared with the Pe group, the maximal contractile responses of the Pe + inhibitors WKY and SHR were significantly lower ( ). However, in the SHr, u73122 and 2-aPB appeared to elicit contractile reactivity when the ach concentration was 10 -6 and 10 -5 mol/l, respectively.
in the endothelium-denuded group, Pe induced vasoconstriction of the rat Ma in a dose-dependent manner (Table ii ; Fig. 6c and d) ; SnP induced vasodilation in the rat Ma in a similar manner (Table ii; Fig. 6G and H) . after the signalling pathway inhibitors acted on the endothelium-denuded blood vessels, the maximal vasoconstriction responses of the PE-induced WKY and SHR were significantly reduced ( , and the diastolic response of the other inhibitor groups markedly changed (P>0.05). The diastolic amplitude induced by SnP in the endothelium-denuded WKY and SHr was lower than that in the endothelium-intact group (Table ii) .
CaSR inhibitors combined with PLC-IP 3 /AC-V/cAMP/RAS pathway inhibitors significantly decrease vasoconstriction and enhance vasodilation in the MA of the rats. The effects of caSr inhibitors and various signalling pathways inhibitors on the vasoconstriction and vasodilation of Ma in rats
were investigated. caSr inhibitors were pre-incubated with Plc-iP 3 /ac-V/caMP/raS pathway inhibitors for 20 min. The results revealed that Pe and ach concentration-dependently induced vasoconstriction and vasodilation in the rat Ma in the presence of nPS2143, respectively (Table iii; Fig. 7a-d (Table iii and Fig. 7c-d) .
Discussion
Hypertension has long been considered a leading cause of cardiovascular morbidity and mortality (40) . despite the fact that there are effective antihypertensive pharmaceutical medications available, their side effects and negative consequences cannot be ignored. Therefore, studying the etiology and pathogenesis of hypertension to develop a novel method for the treatment of these patients remains an urgent need. in this study, the role and mechanism of caSr in the regulation of the vascular tone in SHrs were preliminary analyzed with respect to the Plc-iP 3 /ac-V/caMP/raS pathway. We demonstrated the following: i) caSr is functionally expressed in the Ma, and caSr expression is decreased in SHrs; ii) vasoconstriction is enhanced, and vasodilatation is attenuated in SHrs, which is endothelium-independent; and iii) caSr is involved in the regulation of BP and vascular tension in SHr and WKYs, which may be associated with differences in the underlying mechanisms, and this effect is partially endothelium-dependent. Furthermore, the effect was proposed to be mediated by the Plc-iP 3 /ac-V/caMP/raS pathway. These data may provide novel insight into the regulatory mechanisms of caSr in angiotasis in SHrs via the Plc-iP 3 /ac-V/caMP/raS pathway. To the best of our knowledge, the present study is the first to determine the mechanism underlying the role of caSr in angiotasis in SHrs via the Plc-iP 3 /ac-V/caMP/raS pathway. it has been reported that a rise in vascular tension is caused by an increase in peripheral vascular resistance, which is the key factor associated with the onset of hypertension (5) . The small artery determines peripheral vascular resistance, and the microvascular segment is the key position for forming blood circulation resistance (5) . The decrease in BP reaches ≤90%, and myogenic tension changes between the capillary and small artery are the key factors of changes in peripheral vascular resistance and the formation of BP (41) . in the current study, 2-3 sizes of the Ma were selected (diameter: 300-500 µm), which is a resistance vessel in the circulatory system and was in accordance with experimental requirements.
during the state of hypertension, the reactivity of vascular smooth muscle to vasoactive substances is enhanced (5) , but this mechanism is not yet fully understood. in the present study, an internationally recognized animal model of hypertensive disease was used SHrs. it has been reported that SHrs comprise a hypertensive disease model with an enhanced vascular tone (42) . Similar to human hypertension, SHrs present with endothelial dysfunction and reduced no bioavailability (43) . To evaluate basic differences in angiotasis between SHr and WKY, and the effect of the vascular endothelium, the pressure myograph technique was used to assess changes in angiotasis in the Ma of the rats. The present study determined that, whether the endothelium was intact or denuded, the contraction range in SHrs was higher than that in WKY. However, the vasoconstriction of the endothelium-denuded group was higher than that in the endothelium-intact group for the WKY. it is worth mentioning that vasoconstriction in the endothelium-denuded group compared with that in the endothelium-intact group markedly differed for WKYs and SHrs. This partially suggests that contractile enhancement in SHrs is endothelium-independent. For the endothelium-intact rats, the vasodilatory amplitude in SHrs was lower than that in WKYs. For the endothelium-denuded rats, the vasodilation amplitude in SHrs was greater than that in WKYs. We also demonstrated that the reduced vasodilation in SHrs was endothelium-independent. in conclusion, the increased vasoconstriction and reduced vasodilation in SHrs are endothelial-independent. These results are similar to other recent research reports and are in accordance with the pathophysiological pathogenesis of hypertension (5, 44) . The initiation of research on CaSR in the field of angiogenesis occurred relatively recently. in 2003, Wang et al (21) was the first to confirm that CaSR is expressed in the rat myocardium. With subsequent research, it was found that caSr is functionally expressed in the outer membrane of the blood vessel wall, fibroblast, VSMCs, and endothelial cells, among others (10, 17, 45) . it was also found to serve a key role in the regulation of BP and angiotasis, but the mechanism was not clear. The present study suggests that hormones (renin, parathyroid hormone), [ca 2+ ] o , CaSR, vascular calcification, the nervous system, and certain agents are involved in the regulation of BP and vascular tone. in 1911, cow revealed that the relaxation of isolated blood vessels is mediated by an increase of [ca 2+ ] o . Furthermore, Wang and Bukoski (46) reported that [ca 2+ ] o can induce the relaxation of the Ma, coronary artery, renal artery and cerebral artery in rats. in addition, other caSr calcimimetics (like Mg 2+ and neomycin) have similar vasodilatory effects (47) . in contrast, ohanian et al (48) found that [ca 2+ ] o can induce two-way effects in subcutaneous arterioles in rats, which suggests that low concentrations of [ca 2+ ] o (0.5-2 mmol/l) can induce the contraction of small arteries and that high concentrations of [ca 2+ ] o (3-10 mmol/l) can induce the relaxation of small arteries. it was shown that pre-incubation with the caSr inhibitor nPS2143 attenuates Kcl and Pe-induced vasoconstriction in oxygen-poor/oxygen-rich Mas; however, nPS2143 did not improve the endothelium-dependent relaxation induced by ach (49) . To evaluate the angiotasis-mediated regulation of caSr and its effect on the vascular endothelium, the pressure myograph technique was used to observe changes in angiotasis with caSr calcimimetics and inhibitors in the Ma of rats. our results showed that in endothelium-intact vessels, pre-incubation with nPS2143 induced vasoconstriction in the Ma and that the contraction degree of vasoconstriction in the WKY group was higher than that in SHrs. Pre-incubation with nPSr568 also induced vasodilation in the Ma, and the degree of relaxation in the endothelium-intact group was higher than that in the endothelium-denuded group. in the Ma of rats, with different concentrations of nPSr568, whether the endothelium was intact or denuded, vasoconstriction could be inhibited and vasodilation was enhanced. The effect of nPSr568 (10 µM) was also the most obvious; however, nPS2143 could also inhibit vasoconstriction and enhance vasodilation. regardless of whether the endothelium was intact or denuded, the degree of contraction in SHrs was higher than that in WKYs. Furthermore, the enhancement of nPS2143-induced vasodilation was significantly different between the WKY and SHR groups. When the endothelium was intact, nPS2143 enhanced vasodilation in WKYs to a higher degree than that in SHrs. When the endothelium was denuded, vasodilation in WKYs was lower than that in SHrs. This suggested that nPSr568 and nPS2143 both alleviated vasoconstriction of the Ma in SHrs. among them, for nPS2143, the alleviating effect in SHrs was decreased compared with that in WKYs, and this was partly endothelium-dependent. For nPSr568, the vasodilatory inducing effect in SHrs was partly endothelium-dependent; however, the inhibitory effect of nPS2143 on vasodilation in WKYs was endothelium-independent. our experimental results were similar to the aforementioned reports (50,51). For nPSr568, the previously mentioned two-way effects were not observed with concentrations of 0.01-10 µM, which may be related to the experimental animals, experimental conditions, detection methods, types of calcimimetics (the calcimimetic used to delineate the previously mentioned two-way effects was ca 2+ ), and the concentrations of drugs. of note, with a concentration of 10 -5 mol/l, nPSr568 and nPS2143 had similar effects, specifically the inhibition of vasoconstriction in SHrs. This indicated that this vessel regulatory effect was not completely induced by caSr and that it may be due to the specific effects of the agent itself. Our research supported this concept. When the concentration of the nPS2143 was 10 -5 mol/l, the drug itself caused maximum vasoconstriction in SHrs and WKYs. conversely, for nPSr568 at a concentration of 10 -5 mol/l, the drug itself caused maximum vasodilation in SHrs. denuding the endothelium abolished vasodilation, which indicated that this partly relied on the no produced by the endothelium. Similar to our research results, other reports have proposed that, except for changes in angiotasis induced by caSr, the caSr calcimimetic can also inhibit vascular reactivity via a caSr-dependent mechanism by directly blocking the voltage-dependent l-type calcium channels (VGccs). importantly, both the caSr-dependent and caSr-independent effects are likely to occur at similar concentrations (49) . nakagawa et al (50) found that the caSr calcimimetics r-568 and S-568 have similar BP-reducing effects in rats; however, S-568 markedly unaffects caSr. Thus, it is considered that the BP-reducing effect of r-568 is not induced by caSr. Taken together, these results indicate that the nPSr568 and nPS2143 can modulate the vascular tone in SHrs and WKYs via different regulatory mechanisms, which is partially endothelium-dependent and partly mediated by caSr. The reason for this effect may be associated with the similarities in the molecular structure of the allosteric modulators of caSr. The negative allosteric modulator nPS2143 is known to be structurally related to phenylalkylamines and has a positively charged amino group (52, 53) . The positive allosteric modulator nPSr568 is a phenylalkylamine derivative, which is a potent VGcc blocker that exhibits weak allosteric potentiation of the caSr (50, 53, 54) . This structural similarity is highlighted by the fact that nPS2143 and nPSr568 both target a common allosteric site within the seventh transmembrane domain of caSr (49) .
increased [ca 2+ ] o induces binding to the caSr and activates the G-protein-Plc-iP 3 pathway, promoting the influx of extracellular ca 2+ ; it also participates in the regulation of myocardial excitation-contraction coupling, which is the mechanism of ca 2+ overload in cells. ca 2+ overload in VSMcs can cause vasospasm, vascular wall thickening, vascular inflammation and other diseases. Additionally, it is related to hypertension, atherosclerosis and other diseases (9) . The caSr calcimimetic [ca 2+ ] o , Gd 3+ and spermine can cause ca 2+ to be released from the myocardial cytoplasmic reticulum of rats through the G protein-Plc-iP 3 pathway (21). in conclusion, the G protein-Plc-iP 3 pathway is involved in the regulation of a multi-level organization system. Based on the backgrounds of these studies, our research group proposed that caSr might regulate angiotasis and BP in SHrs via the G protein-Plc-iP 3 pathway, in which we investigated in the present study. Based on the alleviating effects of caSr on vasoconstriction in SHrs and WKYs induced by Pe, u73122 and 2-aPB were administered to modulate the G protein-Plc-iP 3 pathway; with this, constriction in the two groups of rats was reduced. However, upon co-incubating the inhibitors nPS2143 and u73122, as well as 2-aPB separately, constriction of the Ma was reduced further. This result suggests that blocking the G protein-Plc-iP 3 pathway can strengthen the aforementioned vasoconstrictive effects of nPS2143. in other words, this pathway is the most important signalling pathway that Figure 8 . Hypothetical mechanism is the calcium sensing receptor participates in the regulation of vascular tension in the mesentery of hypertensive rats via the Plc-iP 3 /ac-V/caMP/raS pathway. caSr, calcium sensing receptor; Plc, phospholipase c; iP 3 relieves vasoconstriction in SHrs and WKYs. Furthermore, its mechanism is related to vasoconstriction caused by caSr excitation, which is inhibited by nPS2143, and the release of reducing [ca 2+ ] i due to the G protein-Plc-iP 3 pathway being blocked by Plc and iP 3 inhibitors. The results of this study with respect to the vasodilation response are as described previously: Specifically, the NPS2143 enhanced vasodilatation in SHrs, but the inhibition of vasodilatation in WKYs was endothelium-independent. in the endothelium-denuded group, with the collaborative use of l-naMe and indomethacin, nPS2143 incubated vessels, which enhanced vasodilatation in the SHr and WKY groups. an exogenous no donor, SnP, induced the same vascular reaction in SHrs and reversed its inhibitory effects on vasodilatation in WKYs, which indicated that the exogenous no pathway is involved in the vasodilatation-enhancing effects of caSr. Based on this, to further assess the regulatory mechanism of caSr on vasodilatation, nPS2143 was incubated with u73122 and 2-aPB separately. The results showed that the enhancing effects on vasodilatation of nPS2143 were further promoted, and this also reversed the vasodilatation-inhibitory effects in WKYs. it is noteworthy that in the endothelium-denuded group, the vasodilatory growth rate in WKYs induced by 2-APB was significantly higher than that in the other inhibitor groups. However, when the concentration of u73122 was 10 -7 mol/l, the vasodilatory growth rate in the SHrs was the highest, after which, the vasodilatory growth rate reduced, but remained higher than the other inhibitor groups. This result implied that the G protein-Plc-iP 3 pathway is one endothelium-independent mechanism through which caSr enhances vasodilatation in SHrs and WKYs. However, it remains unknown if other mechanisms are involved. raS, which is well-known, serves an important role in the regulation of human BP and the pathogenesis of hypertension. Renin is the first rate-limiting enzyme of the RAS system, and caMP functions as a key effector in this system (14) . in this system, another key factor ace, catalyzes angiotensin i (angi) conversion into angiotensin ii (angii), which exerts its biological effects by binding to aT1r. In vitro analysis suggested that angii can increase the catecholamine level via aT1r and can serve a key role in the vasoconstriction induced by Pe (55) . angiotensin-converting enzyme inhibitors (acei) and captopril can lower the mortality rate associated with hypertension and the complications from myocardial infarction, diabetes, cardiac failure and other conditions (56) . Maeso et al (57) found that losartan can inhibit the contraction of the aorta from Pe to rats and relies on no from the vascular endothelium. This endothelium-denuded inhibitory effect disappeared; however, the side effects of classical ace inhibitors, an angii receptor blocker, and other antihypertensive agents, such as electrolyte imbalance, angioedema, cough and hypotension, might limit the use of these drugs (41) . it is thus particularly important to develop a better treatment method.
The analysis of cultured Ma VSMcs led to the identification of different components of the RAS (58) . Research has shown that [ca 2+ ] o and [ca 2+ ] i are inversely proportional to renin (15) . The associated mechanism is that caSr causes a rise in [ca 2+ ] i by activating the G protein-Plc-iP 3 pathway, and inhibits ac-V and reduces caMP at the same time, which is related to the inhibition of renin release (12) .
At first, our research group found an inverse relationship between caSr and caMP with raS in the thoracic aorta of SHrs (18) . To further assess the regulatory mechanism of caSr in SHr angiotasis, caSr was separately combined with Mdl12330a, caP and loS, and administered to the vessels. Similar results were reported in the blocking effects of u73122 and 2-aPB on the Plc-iP 3 pathway. The vasoconstriction in SHrs and WKYs was notably diminished with mild contraction, and even no contraction in parts of the vessels; however, vasodilatation was enhanced significantly. Furthermore, a low concentration of ach was found to mediate complete vasodilatation. among them, a low concentration of caP (10 -9 mol/l) induced vasodilation in WKYs, but the growth rate of vasodilation was significantly lower than in the other inhibitor groups. collectively, the observations described herein support the hypothesis that caSr participates in angiotasis regulation in SHrs and WKYs via the Plc-iP 3 /ac-V/caMP/raS pathway (Fig. 8 ). at present, the limitations of this study were mainly that direct in vitro experiments were conducted based on vascular administration with no in vivo analyses. Given the differences between the in vivo and in vitro experimental studies, our results have certain shortcomings. despite these limitations, our research also partly explained the regulatory mechanism through which caSr mediates angiotasis during hypertension via the Plc-iP 3 /ac-V/caMP/raS pathway.
in summary, caSr is closely related to BP and angiotasis, and is involved in the regulation of these processes based on multi-molecular mechanisms and different pathways. our research results show that caSr is involved in the regulation of BP and vascular tension in SHrs and WKYs, which are associated with mechanistic differences and that this effect is partially endothelium-dependent. Specifically, the effect is mediated by the Plc-iP 3 /ac-V/caMP/raS pathway. our findings provide a novel theoretical foundation for the mechanism of action underlying the relationship between caSr, BP and angiotasis, and suggests drug targets for the prevention of hypertension and vessel-related diseases. the experiments. WZ and HZ and wrote the paper. YZ and TZ performed and analyzed western blotting. nT, HZ and Yl measured and analyzed blood pressure and vascular tone values. FH revised the manuscript and have given final approval of the version to be published.
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